coupled via ␤2-microglobulin rapidly lost binding activKern et al., 1998). In the present study, we use surface ity, apparently as a result of dissociation of the heavy chain from the sensor surface, leading to poor quality data (Table 1) . In contrast, HLA-A2 immobilized via bio- § To whom correspondence should be addressed (e-mail: anton.
) and was coupled via biotinylated ␤2-microglobulin. This experiment was performed at 25ЊC using a flow rate of 5 l ϫ min Ϫ1 with ‫0051ف‬ RU of HLA-A2 or the control protein OX68 immobilized. The high background responses seen in the control flow-cell reflect the high refractive index of the injected CD8␣␣ samples, a consequence of very high protein concentrations.
bound HLA-A2-peptide complexes with a Kd of ‫002ف‬ from the flow cell (van der Merwe et al., 1994), the flowrate was increased to 1.67 l ϫ s Ϫ1 , the maximal rate M at 37ЊC ( Figure 2C ; Table 1 ). Similar affinities were measured for CD8␣␣ binding to several different peppossible on the BIAcore2000. At this flow-rate, CD8␣␣ dissociated with an apparent k off of 18 s
Ϫ1
. The rate at tide/HLA-A2 complexes (Table 1) .
which the background response falls in the control flow cell ‫42ف(‬ s Ϫ1 ) provides an estimate of the washing time.
CD8␣␣ Dissociates Rapidly from HLA-A2 Since preliminary analysis indicated that the kinetics
This agrees well with the theoretical value ‫82ف(‬ s Ϫ1 ) calculated for this flow rate (flow rate Ϭ flow cell volume of the CD8␣␣/MHC-peptide interactions are extremely rapid, data were collected at 0.1 s intervals, the fastest
‫60.0ف[‬ L]).
The true k off for the CD8␣␣/MHC class I interaction may well be greater than 18 s Ϫ1 since we rate possible on the BIAcore2000 ( Figure 3A ). When CD8␣␣ was injected over HLA-A2 at 25ЊC, equilibrium could not exclude rebinding following dissociation, a phenomenon commonly seen in BIAcore experiments was reached within 0.4 s ( Figure 3A ), making direct determination of the association rate constant (k on ) impos-(van der Merwe et al., 1993 Merwe et al., , 1997 . In addition, the k off at 37ЊC is likely to be higher than at 25ЊC because sible. Dissociation was also extremely fast, with the response returning to baseline within 0.4 s of the end of the affinity is lower (Table 1) . If the k off is taken to be Ն 18 s Ϫ1 and the Kd ‫ف‬ 126 M (at 25ЊC), the k on can be the injection ( Figure 3A) . Because the dissociation time was of the same order as the time taken to wash protein calculated to be Ն 140000 M Ϫ1 ϫ s Ϫ1 (k on ϭ k off /Kd). This unpublished data). This indicates that the discrepancies 
